Pompe disease is a rare disorder producing muscle weakness and progressive impairments in performing daily motor activities, such as walking and standing. Most studies have focused on dysfunctions at cellular level, restricting the examination of gross motor functions to qualitative or subjective rating scales evaluations. With the aim of providing an instrumented quantification of upright standing in Pompe disease, we used a force platform to measure the center of pressure over three foot positions and with eyes open and closed. Amplitude and variability of body sway were measured to determine the level of postural stability, while power spectrum analysis and nonlinear computations were performed to explore the structure of the postural control. In comparison with healthy participants, patients with Pompe disease showed a reduced level of postural stability, but irrelevant variations in frequency content and spatio-temporal structure of the sway motion were detected. Changes in foot position did not increase the postural instability associated with Pompe disease, but prominent worsening occurred in the patients when they stand with eyes closed, particularly along the anterior-posterior direction. These results provide objective elements to monitor deficiencies of upright standing in Pompe disease, emphasizing the specific contributions of sway direction and sensory deficits.
Pompe disease (PD) is a very rare disorder caused by mutations of the glucosidase alpha acid gene. These mutations reduce considerably the activity of the acid alpha-glucosidase enzyme, preventing an appropriate breakdown of glycogen to glucose in the lysosomes [1] [2] [3] . Accumulation of lysosomal glycogen may potentially affect all tissues, but the most prominent effects are observable in muscle. In particular, the release of autolytic enzymes from collapsed lysosomes produces an extensive fibers and contractile apparatus degeneration, leading to progressive muscle weakness. However, the clinical spectrum of PD is very heterogeneous, exhibiting a variability with respect to the level of severity, the rate of disease progression, the extent of organs involved, and the age of onset [1] [2] [3] [4] [5] [6] [7] . Based on the age of onset of clinical symptoms, the diversity of phenotypes may be categorized in infantile and late-onset forms 1, 2 . Typically, in late-onset PD, the clinical symptoms may develop between the first and sixth decade, with muscle weakness localized mainly in paraspinal and proximal lower limbs muscles 1, 3, 8, 9 . The diaphragm is also compromised, while the heart is generally spared 1, 2, 7, 10 . The deficiency of respiratory function progressively increases, sometimes requiring ventilatory support 7, 10, 11 . The muscle weakness and respiratory deficits may in part origin from degenerative nervous system processes. In fact, the presence of substantial glycogen storage has been reported in the peripheral and central nervous system 4, 5, 7, [12] [13] [14] [15] [16] [17] . In particular, spinal motoneurons lesions may impair motor units recruitment and spinal reflexes, reducing muscle strength [12] [13] [14] 17 . In the same line, respiratory neurons dysfunctions may alter the activation and synchronization of the diaphragm with intercostal and accessory respiratory muscles 7, 10, 16 . Peripheral elements of the sensory or motor system are also affected, producing somatosensory and neuromuscular transmission deficits 6, 12, 13, 15, 17 . Most of the nervous degenerations progressively appear later in adults with PD 5, 7, 10, 17 . The functional consequences of this clinical spectrum may lead to important impairments in executing essential everyday motor abilities, such as standing posture and walking. For example, the weakness of trunk and lower Scientific RepoRts | 6:37040 | DOI: 10.1038/srep37040 limb muscles and the severe alteration of ventilation movements potentially worsen the maintenance of balance, increasing the risk of falls [18] [19] [20] . Despite the important impact of PD on the basic motor abilities, most of experimental studies have focused on molecular and metabolic disorders or on dysfunctions of single organs or systems. To date, muscular strength and endurance capability have been the most examined motor functions 21, 22 , while the deficits of gross motor abilities associated with PD have been reported in the form of qualitative information or subjective rating scales [22] [23] [24] .
Instrumented quantification of essential motor activities in persons with PD would provide more objective and valuable information on the severity of the motor dysfunctions and thus would help to monitor the disease evolution in natural condition and under therapeutic treatment.
While McIntosh et al. 25 reported a detailed spatio-temporal description of the gait ability in PD, yet no authors have carried out objective measurements of upright standing in patients with PD.
Following the above line of thought, the main goal of this study was to provide an objective, instrumented quantification of the bipedal standing stability in adult patients with late-onset PD. To accomplish this purpose we addressed the following issues. First, we compared the level of postural stability during quiet standing in patients with PD and healthy people, measuring the standard spatial and temporal parameters (stability-related parameters) of the center of pressure (COP). Based on clinical data, the most straightforward prediction is that the patients should exhibit larger extension and temporal variability of the COP displacement with respect to the healthy persons. However, the contribution of the anterior-posterior (AP) and medial-lateral (ML) components of the COP to the overall stability might show some specificity in persons with PD. In fact, during quiet stance, the oscillations in the ML direction are attenuated by passive anatomical constraints at ankle and knee joints, while the AP direction is controlled most entirely by active muscle contractions. Therefore, the muscle weakness in PD would impair mainly the postural stability along the AP direction.
Second, to test the adaptation of the static upright standing in patients with PD, postural changes associated with variations of foot position and visual condition were evaluated. During quite stance, healthy subjects respond to changes in foot configuration or vision condition with a moderate decrease of postural stability. Since the deficits associated with PD involve also the nervous system, we hypothesize that the patients should show more postural difficulties to face biomechanical and/or sensory changes when compared with the healthy subjects. Alternatively, the lack of differences between the two groups would be a sign of functional compensation for the muscle weakness.
Finally, in addition to the standard posturography measurements, we explored also the frequency domain and the nonlinear dynamic structure of the spatio-temporal signals produced by the COP motion (structure-related parameters). These analyses capture the level of complexity that is not detected by traditional measures of postural performance and may indicate possible changes in the patterns of controlling upright standing. Muscle weakness or sensory-motor deficits may induce a reorganization of these patterns, but, particularly in the adult form of PD, it is possible that well-consolidated postural schemes prevent adaptive variations.
Results
Clinical data from five patients are summarized in Table 1 . The evaluation of muscle strength for each participant was accomplished by using the Medical Research Council scale (MRC).
The participants experienced standing posture over three foot positions ( Fig. 1) and with eyes open and closed. The effects of group, foot position and vision condition on the stability-and structure-related parameters were analyzed by a three-way repeated measures Analysis of Variance (ANOVA), having group (patients vs controls) as between-subjects factor and foot position (FP10 vs FP20 vs FP30) and vision condition (eyes open vs eyes closed) as within-subjects factors.
The analysis of differences between the AP and ML directions for each two-dimensional parameter was modelled as a four-way repeated measures ANOVA with group as between-subjects factor, and foot position, vision condition, and direction as within-subjects factors. Analysis of the overall stability in keeping upright standing posture. The majority of stability-related parameters were sensible in differentiating the patients from the healthy participants (Table 2 : column 1, rows 1-6; Fig. 2a-f ). In fact, except for the Sway Path (SP) measured along ML direction (SP ML), there were significant main effects of group for the SP, SP measured along AP direction (SP AP), Area, Root Mean Square (RMS) along AP and ML directions (RMS AP and RMS ML). For each parameter, the group of patients showed higher values than the group of control, regardless of foot position or vision condition (Table 3 : rows 1-6 and 12-17; Fig. 2a-f ).
The analysis of COP displacement along the AP and ML directions reveals a main significant effect of direction for the SP ( Fig. 2b and 2c) . No effect of this interaction there was for the RMS (F 1,8 = 0.01, P = 0.91; compare Fig. 2e and 2f) .
Thus, the overall reduction of the postural stability associated with PD depends on a concomitant increase of spatial displacement and temporal variability of the COP motion. Specific increase of the COP displacement in patients with PD was detected for the AP direction.
Numerical data for the stability-related parameters are reported in the Table 3 , rows 1-6 and 12-17.
Analysis of postural adaptation to foot position and vision condition. The analysis of stability modifications associated with changes in foot position and vision condition showed a typical main scheme: the upright stability worsened passing from spaced to nearby foot position or passing from eyes open to closed. In fact, except for the SP AP and RMS AP, there was a main effect of foot position alone among all the other stability parameters (Table 2 : column 2, rows 1-6), with the most instable stance (feet extra-rotated with the heels together and opening angle of 30°, FP30) showing significant differences with respect to easier stances (parallel feet with the heels spaced 20 cm, FP20 and 10 cm, FP10) ( Table 2 : post hoc FP, rows 1, 3, 4, 6). In the same vein, with the exception of the RMS ML, significant differences were observed between the two vision conditions across the stability-related parameters (Table 2 : column 3, rows 1-6). However, while foot position did not show interaction effects with the group for all the stability-related parameters (Table 2 : column 4, rows 1-6), there were significant group × vision condition interaction over all the stability-related parameters, except for the RMS ML (Table 2 : column 5, rows 1-6). The gap between eyes open and eyes closed was larger in the patients than in the control participants ( Fig. 2a -e; Table 3 : rows 1-5 and 12-16). Moreover, when the two directions were compared, significant group × vision × direction interaction was exhibited for the SP and RMS (SP: F 1,8 = 6.46, P = 0.035, η p 2 = 0.45; RMS: F 1,8 = 13.88, P = 0.006, η p 2 = 0.63). These results suggest that, passing from eyes open to closed, the difference between the two directions increased more in the patients than in healthy subjects, with larger worsening in the AP than ML direction (compare Fig. 2b and 2c for SP, and Fig. 2e and 2f for RMS).
Overall, while the changes in foot position did not influence the gap of stability between the two groups, the postural performance worsened even more passing from eyes open to closed, especially along the AP oscillations.
Analysis of the frequency domain and nonlinear spatio-temporal parameters. The parameters associated with the structure of the sway motion ( Fig. 2g-k) showed no statistically significant differences for group, foot position and group × foot position interaction (Table 2: interaction was significant for the FD, the ApEn in ML direction (ApEn ML) and the MPF in ML direction (MPF ML; Table 2 , column 5; rows 7, 9, 11; Fig. 2g ,i,k).
Significant influences of direction on the structure-related parameters were limited to a main effect of direction for MPF ( . Unlike the stability-related parameters, the frequency contribution to the COP signal and the nonlinear dynamic of the spatio-temporal COP motion are mostly similar between the two groups. Some variations of these parameters were associated with the changes in sway direction or vision condition.
The effect sizes reported for all the statistical analyses showed a good overall level of variance explained by the ANOVA factors for the significant results ( Table 2 ). The mean effect size measured as η 2 p for the stabilityand structure-related parameters was 0.61, with a range between 0.40 and 0.85 for the stability parameters and between 0.46 and 0.88 for the structure-related parameters.
Comparison of muscle strength with postural stability in each single patient. The five patients exhibited different levels of muscle strength across the lower limbs segments (Table 1 ). In three patients (#3-#4-#5), proximal muscles were weaker than distal muscles (MRC grade 2-3 at the hip vs MRC grade 3-4 at the ankle), whereas two patients (#1 and #2) showed normal muscle strength (grade 5) over all lower limb muscles. At the hip joint, the abductor muscles were about 1 MRC grade stronger than others. Comparing these data with single measurements of the stability-related parameters obtained from each participant across the three foot positions (Fig. 3) , qualitative association between the changes in the level of muscle weakness and the changes in the postural performance can be identified.
The patient #5 exhibited the lowest level of muscle force and the lowest postural stability in almost all the parameters. On the other hand, in the patients #1 and #2, an overall good level of postural performance was parallel to a normal level of muscle strength as evaluated by the MRC scale. In particular, the level of postural stability in the patient #2 was close to the results observed in the healthy subjects for almost all the parameters. Finally, the patients #3 and #4 showed intermediate levels for both muscle strength and postural stability.
In Fig. 4 , the original data regarding the COP spatial displacement and the temporal variability of the signals along AP and ML directions are reported for the patients #1 and #4 and for an healthy participant (#1). Consistent with the overall statistical analysis, the spatial extension and the temporal variability of the COP motion were larger in the patients than in the healthy subject. In particular, along the AP direction and for FP30, the patients showed greater worsening than the healthy participant passing from eyes open to closed. In accord with more postural stability and less muscle weakness exhibited by the patient #1 with respect to the patient #4 ( Fig. 3 and Table 1 ), the patient #4 showed larger spatial COP trajectory and temporal variability than the patient #1 (Fig. 4) . 
Discussion
In this study, we adopted an instrumented quantitative approach to analyze the quiet upright standing in patients with late-onset PD. The results reported in this paper can contribute to overcome the limitation of subjective descriptions of the balance deficits associated with PD, typically provided to date by the relevant literature.
The patients with PD exhibited an increase in amplitude and variability of the sway oscillations with respect to the healthy persons. These differences were observed over different foot positions, with important worsening along AP direction and during stance with eyes closed. In the group of patients these changes were parallel to the different levels of muscle weakness. A reduced number of modifications were detected between the two groups for the frequency content and the spatio-temporal structure of the sway motion.
The weakness of antigravity muscles is the most straightforward explanation for the overall postural deficits observed in the patients with PD. The association between muscle weakness and standing impairments is reported by several authors 19, 20, 26, 27 , and, in the current study, it is supported by the following two outcomes. First, the changes in muscle strength in the lower limbs of the patients, evaluated by the MRC score, were parallel to the changes in postural stability: the patients with the lowest scores exhibited the greatest instability and vice versa.
Second, most of the differences observed between the two groups were focused on stability-related parameters, while few significant results were reported for the parameters associated with the structure of sway motion. This means that the level of complexity to accomplish the basic postural strategies was similar between the patients and the healthy participants, but the mechanical execution required a diverse strength. It is possible that patients with late-onset PD present a typical development of balance coordination, and later, at the appearance of the disease symptoms, only the level of strength is impaired. To test this hypothesis, it would be of some interest to apply the same experimental protocol to patients with early-onset PD. However, these considerations concern the standing with eyes open, since other components than muscle weakness must be taken into account when standing was performed with eyes closed (see the specific section below).
Most of the balance deficits observed in patients with PD occurred along the AP direction, as it appears comparing SP and RMS measurements for the two directions. Moreover, a consistent postural stability was maintained in the ML direction also when the medial-lateral axis of the feet surface decreased passing from 20 cm (FP20) to 10 cm (FP10) inter-foot distance. On the other hand, when the AP axis was reduced, as in the position with the feet 30 degree rotated (FP30), the largest COP motion among the three foot configurations was observed.
Generally, in healthy subjects the sway motion along the AP component of the COP is more instable than the sway in the ML component during both quiet 28 and perturbed stance 29, 30 . Greater instability along AP direction depends on the passive mechanical constrains at ankle and knee joints. In fact, the anatomical conformation of these joints largely minimizes the ML motion, while more degrees of freedom are available at the hip joint 28 . Thus, the muscles serving the distal joints produce sway movements along the AP direction, while the muscular activity at the hip is aimed to control both AP and ML directions 30, 31 . Noteworthy, passive constrains influence postural stability mainly during the static upright stance 28 . On these bases, the additional reduction in motion along the AP direction observed in the patients can be explained by the fact that muscle weakness may produce more impairments along the AP than ML direction as most of the perturbations along the ML direction are compensated by the intrinsic passive joint constraints. This interpretation is supported by the findings of Horlings et al. 20 . These authors compared postural reactions to platform rotations of healthy subjects with respect to patients with muscle weakness caused by neuromuscular disorders. As in the current study, also under dynamic balance condition the patients showed more instability for the sway motion along the AP direction (pitch rotation) than for the motion in the ML direction (roll rotation).
Proximal muscles (trunk and hip joints muscles) could give a special contribution to the balance deterioration in the patients with PD. In fact, a non-uniform distribution of the level of force over the muscular apparatus was reported in patients with late-onset PD, with the proximal muscles more impaired than the distal muscles 1, 3, 6, 8, 9 . The MRC strength scores reported in Table 1 confirm this trend for three out of the five patients, with the MRC grade increasing from the hip to knee up to ankle muscles. Considering that the flexor-extensor muscles produce the body sway along the AP direction, while the abductor-adductor muscles influence the movements in the ML direction, the results of the MRC evaluation are in accord with the larger instability observed in AP with respect to the ML direction. In fact, at the hip, the flexors exhibited less strength than the abductor muscles. In addition, the flexor-extensor muscles are more prominent than the abductor-adductor muscles across the lower limbs. Thus, it is reasonable to assume that the asymmetric distribution and the different force production of the flexor-extensor and abductor-adductor muscles might have played an important role in determining the overall asymmetric stability reported in the current paper. When studying the factors that influence standing stability, it should be considered that postural perturbations might also originate from the body itself. For example, voluntary limbs movements are the main source for the internal perturbations of upright posture 32, 33 . Similarly, involuntary mechanical changes in the cardio-vascular and respiratory systems may influence the standing posture, particularly during static condition [34] [35] [36] . Important impairments of respiratory function can be observed in patients with PD due to respiratory muscle weakness 7, 10, 11 . Although we did not perform direct measurements of respiratory function, this factor can be considered as a potential contributor to the balance defects observed in this work.
As the central nervous system prevents upright standing perturbations that arise from voluntary movements by accomplishing anticipated postural adjustments 32, 33 , similarly, a predictive control structure may produce novel muscle synergies at the trunk and lower limbs and compensate for respiratory perturbations to posture 37, 38 . This compensation could be absent in diseases with breathing cycle impairment. For example, Grimstone and Hodges 18 found a reduced postural compensation for respiratory perturbations in patients suffering of back pain. The considerable respiratory deficits in patients with late-onset PD could justify the absence of postural compensation, and thus the negative influence on upright standing.
A signal supporting the lack of postural adaptation associated with breathing impairment in PD might be the limited variations of the structure-related parameters between the two groups observed in the current study. In fact, although we cannot evaluate the level of sensibility of these parameters, the emerging of novel compensatory strategies should determinate changes in frequency domain and/or in the spatio-temporal structure of sway motion.
A possible postural adaptation emerging from our data regards the standing behavior associated with the foot position changes from easy to more difficult configurations. Although people with PD showed greater instability than the control group, the variations across the three foot positions were consistent between the two groups. This compensation could depend on the level of muscle force adaptation, since the effect of structure-related parameters was irrelevant for the interaction between foot positions and groups. It is possible that the level of muscle weakness characterizing our sample of patients did not prevent postural compensations for changes in foot position when the stances are restricted within quiet and static postures.
On the contrary, an important reduction of the postural performance was associated with the vision condition. Maintaining upright stance relies on the integration of vision, vestibular and proprioceptive sensory signals 39, 40 . In the current study, when the participants performed the postural tests with eyes closed, a moderate stability reduction was observed in the healthy subjects 39 , whereas the patients showed a much stronger deterioration of postural stability, especially in the AP direction.
Although muscle weakness may be responsible for the further reducing in standing stability during stances with eyes closed in patients with PD, we believe that a suitable interpretation of this outcome could be based on the complex interaction of the sensory channels providing information to the postural control system.
Several data suggest that a reduction of visual accuracy produces less postural instability than inaccurate proprioceptive information 39, 41 . However, each sensory channel can change the relative contribution to postural control, following an integration process aimed to reweight the single inputs in relation to the environment demand 39, 42 or with age and diseases 43, 44 . For example, when healthy subjects close their eyes, a reweighting of proprioceptive and vestibular signals can compensate for the reduction in visual information 42 . On the same vein, older people with glaucoma rely more on vestibular and proprioceptive signals to keep upright standing, and the balance stability decrease when vestibular or proprioceptive sensory signal was affected 43 . Overall, the reduction in balance stability associated with the visual condition in patients with PD might reflect a failure in sensory reweighting. In other words, possible proprioceptive and/or vestibular deficits in patients with PD may prevent an appropriate sensory integration to compensate for the lack of visual information.
Although the information on the contribution of nervous dysfunctions to the clinical features of PD are sparse 7 , the histological evidences of abnormal muscle spindles in the muscles of patients with late-onset PD 6 , and the presence of glycogen accumulation in the peripheral nerves and spinal ganglia 12, 13, 15 , indicate the possibility that proprioceptive information is impaired in PD, supporting our hypothesis of partial or no compensation for visual inaccuracy. This suggestion is reinforced by the significant interaction observed between group and vision condition for the structure-related parameters. A reorganization of sensory information may determine variations in the complexity of sensory integration, producing the observed differences between the groups in frequency content and in the spatio-temporal structure of the signal.
More in general, these findings suggest a reconsideration of neuronal factors influencing gross motor function, such as upright standing or gait movements, in patients with PD 25 . In fact, the complex elaboration accomplished by the nervous system to control these motor tasks requires the integrity of both sensory inputs and motor output. Several changes in central and motor output elements have been associated with PD 4, 5, 7, [12] [13] [14] 17 , but specific investigations on deficits of the sensory system may help to detect with more accuracy the underlying causes affecting many of the everyday motor skills in patients with PD.
The restricted sample size, due to the rarity of Pompe disease, is a limitation to the study design. However, the good level of effect sizes corroborates the reliability of the results observed here. In addition, in Fig. 3 we provided the original measurements for each single participant to facilitate a more direct inspection of the variability and the differences between the two groups.
We recognize that an objective quantification of muscle force and an evaluation of the respiratory function would have been important for the completeness of the study. However, the main objective of this study was to quantify with an objective approach the impact of PD on the upright posture. Future studies on more specific functional and clinical relationships may benefit from the data provided by this paper.
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Conclusions
Quantitative analysis of quiet upright standing in patients with PD reveals an overall reduction of the postural stability without changes in the structure of the sway motion. Specific balance impairments associated with the sway direction and with the availability of visual information are discussed in relation to the topographical distribution of muscle weakness, respiratory insufficiencies and proprioceptive input deficits.
This study strongly suggests to consider the sensory impairment, poorly documented in the specialized literature on PD, as a potential element affecting the motor performance, especially for multi-segments tasks that require a complex sensory-motor integration.
The data of the current work can serve as a base for further investigations on the effects of PD on upright posture and other everyday motor skills. Moreover, we deemed that these results might help to monitor the disease evolution and to improve the accuracy of clinical interventions.
Material and Methods
Subjects. Ten male participants took part in the study. Five patients with confirmed diagnosis of PD (age, 29.6 ± 12.4 years; height, 182.3 ± 10.7 cm; weight, 82.7 ± 15.8 kg; Table 1 ) were compared with a control group of five age matched healthy participants (age, 32.8 ± 11.3 years; height, 180.6 ± 5.0 cm; weight, 77.1 ± 7.0 kg). Age, height and weight did not significantly differ between the groups (age, P = 0.68; height, P = 0.76; weight, P = 0.49). The limited sample size is due to the rarity of the Pompe disease. All the patients were treated with enzyme replacement therapy (ERT; Myozyme, mean dose, 20 mg/kg, every 2 weeks by I.V. infusion at the hospital) for their clinical needs. They were able to walk independently. The study protocol was approved by the Ethical Board of the University Hospital of Catania. All the subjects gave informed written consent, and the methods were carried out in accordance with the Declaration of Helsinki. Experimental sessions were performed two days before the ERT. Preliminary physical examination allowed to collect anthropometric measures (height, weight) and range of motion and muscle strength at the hip, knee and ankle joints. Muscles strength was evaluated by using the MRC scale 45 . This categorical scale was proven to be a reliable tool to evaluate volitional muscle strength in cooperative patients 46 .
Apparatus and procedures.
After the physical examination, the participants received adequate explanation concerning the procedure to follow. The postural assessment protocol consisted to perform a sequence of quiet stances with the foot positions configured as follow ( Fig. 1): (1) parallel feet with the heels spaced 20 cm (FP20); (2) parallel feet with the heels spaced 10 cm (FP10); (3) feet extra-rotated with the heels together and opening angle of 30° (FP30).
These configurations imply a progressive reduction of the postural stability, since the base of support decreases from FP20 to FP30 (Fig. 1) . Moreover, passing from FP20 to FP30, the instability increases more along the ML than AP direction.
For each foot position, the test was performed with eyes open and closed. The order of presentation of combinations of foot position and vision condition was randomized across the participants.
The subjects stood barefoot with their arms placed downward at their sides of the body, and their eyes focusing on a mark placed at a distance of 2.5 m. The feet were placed inside an outline borders to guarantee a consistent foot positioning across the tests. The participants were asked to keep the upright posture as immobile as possible for 50 sec, with an inter-trial interval of 2 min.
To prevent fatigue, the participants were instructed to alert the experimenters if they were feeling fatigue, and the experimenters occasionally asked the participants about their fatigue level. However, given the low level of physical performance, and the large fraction of time for the rest (10 min) with respect to the time for the tests (5 min), fatigue was never an issue.
The sessions took place in a room at the temperature of 22-24 °C, without external noises and with diffused light.
Data processing and measurements. Raw data were low-pass filtered using a zero-lag second-order Butterworth filter with 5-Hz cutoff frequency.
The AP and ML coordinates of the COP position were computed from forces and torques values measured by the force platform and elaborated offline by the software Sway (BTS Garbagnate Milanese MI, IT). From the AP and ML time series, the two-dimensional trajectory of the COP was reconstructed, and two sets of parameters were obtained.
The first set of parameters describes the level of stability of the COP (stability-related parameters): Area: total area covered by the COP trajectory computed as the 95% confidence ellipse; SP: the total length of the COP trajectory computed as the sum of the distances between two consecutive points in the two-dimensional space; SP AP and SP ML: the length of the COP displacement computed as SP, but measured along the AP and ML directions; RMS AP and RMS ML: variability along the AP and ML directions computed as standard deviation from the mean of each time series.
The second set of parameters describes the dynamical structure of postural signals in time, space and frequency domain (structure-related parameters):
ApEn AP and ApEn-ML: estimation of the level of regularity of oscillations along the AP and ML directions, taking into account the non-stationarity property of the postural signal. The ApEn was computed using input parameters based on our data and former established protocols 47, 48 : the time series length was 10,000 points; the pattern length of compared data was 2 data points; the tolerance window was normalized to 0.2 times the standard deviation of individual time series; the lag value was set to 10. The ApEn ranges between 0 and 2 with 0 indicating a linear phenomenon with high regularity, while 2 indicating a data behavior completely random.
FD: a measure of the two-dimensional COP trajectory complexity. The FD was computed using the following equation 49 
:
= ⋅ FD N N d SP log( )/log( / ) (1) where N is the number of data points (N = 10,000); d = (2a · 2b) 1/2 where a and b are the major and minor axes of the 95% confidence ellipse, respectively. The geometrical complexity of COP trajectory increases as the two-dimensional FD passes from 0 to 2.
MPF AP and MPF ML: represents the mean frequency contained within a power spectrum, and was determined for AP and ML directions as follow:
where f represents frequencies in the signal, and P is the amplitude of Power Spectral Density (PSD) at each frequency. The PSD was computed from unfiltered AP and ML time series using the multitaper estimation method 49 . Since no discernable spectral peaks were visible above 1.5 Hz, frequency domain measures were calculated in the range 0.025-1.5 Hz (bins of 0.025 Hz). The first bin past the dc component was not included in the analysis.
All the computations were performed using a customized MatLab code (MatLab R2012a, Mathworks, Natick, MA, USA).
Statistical analysis.
Preliminary tests for normality (Shapiro-Wilk test) and for equality of sample variances (Levene's test) were performed to provide the basis for using parametric statistics on a small sample.
For each condition, each parameter was quantified computing mean, standard deviation, standard error and range over all the five participants. Since the small sample, range was used as measure of variability in the analytic summary of descriptive statistics, whereas, for clarity of illustration, standard error was used as error bars in the plots.
For repeated measures ANOVA (see Results section), the critical value of F was adjusted applying Greenhouse-Geisser correction, that produces a P-value more conservative. This procedure corrects the repeated measures ANOVA with respect to a possible violation of the sphericity assumption, that is, the variance of the differences among all combinations of independent variables must be equal.
The level of significance was set at P < 0.05 for all the statistical tests. Multiple post hoc pairwise comparison was performed by two-tailed paired t-test with Bonferroni correction.
To assess the magnitude of the ANOVA outcomes, the effect sizes were estimated by using partial eta squared values (η 2 p ). The η 2 p describes the percentage of variance of the dependent variable attributed to the independent variables of interest. For the correlated samples in the post hoc paired test, the effect sizes were determined by using Hedges' g av , which standardized mean differences based on the average standard deviation of both repeated measures. The Hedges' g represents a correction of the more common Cohen's d index, since the latter provides a biased estimate of the population effect size. This correction is particularly crucial when small samples are compared. The effect size computations were based on the recommendation suggested by Laken 50 . Statistical analysis was performed using Systat 11 (Systat Inc., Evanston, IL, USA).
